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and all claims satisfied provisions of PCT Article 33(1 )-(4) $96 00 
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Applicant or Patentee: Neil J. Bulleid Attorney's Docket No. 

Serial or Patent No: ^ 

Filed or Issued: 

For: ' 



VERIFIED STATEMfiNT (DECLARATION) CLAIMING SMALL ENTITY 
STATUS (3^CFR 1.9 (0 and 1.27 (b)) - INDEPENDENT INVENTOR 

As a below named inventor, I hereby declare that I qualify as an independent mventor as defmed in 37 CFR 1 9 
(c) for purposes of paymg reduced fees under section 41 (a) and (b) of Title 35, United States-Cade, to the 
Patent and Trademark Office with regard to the invention entitled Procollagen Assembly j^:^^\Pr^ 
— . , described in. 

[ ] the specification filed herewith 
[ ] application serial no. 




[ ] patent no. ^ issued 

I have not assigned, granted, conveyed or licensed and am under no obligation under contract or l^o assign, 
grant, convey or license, any rights in the invention to any person who could not be classified as an independent 
mventor under 37 CFR 1.9 (c) if that person had made the invention, or to any concern which would not qualify 
as a small business concern under 37 CFR 1.9 (d) or a nonprofit organization under 37 CFR 1.9 (e). 

Each person, concern or organization to which I have assigned, granted, conveyed, or licensed or am under an 
obligation under contract or law to assign, grant, convey, or license any rights in the invention is listed below: 

[ ] no such person, concern, or organization 

[X] persons, concerns or organizations listed below*. 

*NOTE: Separate verified statements are required from each named person, concern or 
organization having rights to the invention averring to their status as small entities ^37 CFR 
1.27) 



FULL NAME THE VICTORIA UNIVERSITY OF MANCHESTER 

ADDRESS OXFORD ROAD. MANCHESTER. Ml 3 9PL, UNITED KINGDOM 



0 INDIVIDUAL 0 SMALL BUSINESS CONCERN (X) NONPROFIT ORGANIZATION 



FULL NAME 
ADDRESS 



( ) INDIVIDUAL ( ) SMALL BUSINESS CONCERN ( ) NONPROFIT ORGANIZATION 



FULL NAME 
ADDRESS 



( ) INDIVIDUAL ( ) SMALL BUSINESS CONCERN ( ) NONPROFIT ORGANIZATION ~ 

I acknowledge the duty to file, in this application or patent, notification of any change in status resulting in loss 
of entitlement to small entity status prior to paying, or at the time of paying, the earliest of the issue fee or any 
maintenance fee due after the date on which status as a small entity is no longer appropriate. (37 CFR 1 .28 (b)). 

I hereby declare that all statements made herein of my own knowledge are true and that all statements made on 
mformation and belief are believed to be true; and further that these statements were made with the knowledge 
that willfiil false statements and the like so made are punishable by fme or imprisonment, or both, under section 
1001 of Title 18 of the United States code, and that such willfiil false statements may jeopardize the validity of 
the application, any patent issuing thereon, or any patent to which this verified statement is directed. 

NEIL J. BULLEID 



Signature of Inventor 
Date \ 
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Applicant or Patentee: NEIL J. BULLEID '^'^ Attorney's Docket No.. 

Serial or Patent No: 
Filed or Issued: 



For: PROCOLLAGEN ASSEMB LY 

. -e 

VERIFIED STATEMENT (DECLARATION) CLAIMING SMALL ENTITY 
STATUS (37 CFR 1.9 (f) and 1.27 (d)) - NONPROFIT ORGANIZATION 

w 

I hereby declare that I am an official empowered to act on behalf of the nonprofit organization identifi^elow ^v^^ 

NAME OF ORGANIZATION THE VICTORIA T INIVERSITY OF MANCHESTER 
ADDRESS OF ORGANIZATION OXFORD ROAD. MANCHESTER. Ml 3 9PL, UNITED KINGDOM 



TYPE OR ORGANIZATION 



[X] University or other institution of higher education 

[ ] Tax exempt under Internal Revenue Service Code (26 USC 501(a) and 501(c) (3)) 
[ ] Nonprofit scientific or educational under statute of state of The United States of America 
(Name of state_ 



(Citation of statue 



J 



[ ] Would qualify as tax exempt under Internal Revenue Service Code (26 USC 501(a) and 501(c) (3)) if 

located in The United States of America 
[ ] Would qualify as nonprofit scientific or educational under statue of state of The United States of 

America if located in The United States of America 

(Name of state 



(Citation of statue 



1 



J 



I hereby declare that the nonprofit organization identified above qualifies as a nonprofit organization as defined 

m 37 CFR 1.9 (e) for purposes of paying reduced fees under section 41(a) and (b) of Title 35, United States 

Code with regard to the invention entitled ^ 

inventor(s) " ' ~ Z T"", - 

^ ^ . described in 

[ ] the specification filed herewith 
[X] application identified above 

[ ] patent no. ^ _^ issued , 



I hereby declare that rights under contract or law have been conveyed to and remain with the nonprofit 
organization with regard to the above identified invention. 

If the rights held by the nonprofit organization are not exclusive, each individual, concern or organization 
having rights to the invention is listed below* and no rights to the invention are held by any person, other than 
the inventor, who could not qualify as a small business concern under 37 CFR L9 (d) or by any concern which 
would not qualify as a small business concern under 37 CFR 1.9 (d) or a nonprofit organization under 37 CFR 
1.9 (e). 

*NOTE: Separate verified statements are required from each named person, concern or organization 
having rights to the mvention averring to then- status as small entities. (37 CFR 1.27). 



NAME 

ADDRESS 



( ) INDIVIDUAL ( ) SMALL BUSINESS CONCERN ( ) NONPROFIT ORGANIZATION 



NAME 



ADDRESS 



( ) INDIVIDUAL ( ) SMALL BUSINESS CONCERN ( ) NONPROFIT ORGANIZATION 

I acknowledge the duty to file, in this application or patent, notification of any change in status resulting in loss 
of entitlement to small entity status prior to paying, or at the time of paying, the earliest of the issue fee or any 
mamtenance fee due after the date on which status as a small entity is no longer appropriate. (37 CFR 1 .28 (b)). 



I hereby declare that all statements made hefeiri of my own knowledge are true and that all statements made on 
mformation and belief are believed to be true; and further that these statements were made with the knowledge 
that willful false statements and the like so made are punishable by fme or imprisonment, or both, under section 
1001 of Title 18 of the United States Code, and that such willful false statements may jeopardize the validity of 
the application, any patent issuing thereon, or any patent to which this verified statement is directed. 

NAME OF PERSON SIGNING ^K)B^ ^ F£^Gt^5orO 

TITLE IN QRGANIZATIOIS^ ^ H ^ ZQSIA 

ADDRESS OF PERSON SIGNING M 1 (jP M fhNCUjS ISJ^ 

f^r\]CHE<;i^K 

SIGNATURE 



DATE 



Form PTO-FB-A440 (8-8 



09/380377 

m nec'd PCT/PTO n 1 SFP 199^ 

IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 

In re Patent Application of 

BULLEID Atty. Ref.: 39-189 

Serial No. Unknown Group: 
Filed: September 1, 1999 Examiner: 
For: PROCOLLAGEN ASSEMBLY 

*********** 

September 1, 1999 

Assistant Commissioner for Patents 
Washington, DC 20231 

Sir: 

PRELIMINARY AMENDMENT 

Prior to calculation of the filing fee and in order to place the above identified 
application in better condition for examination, please amend the claims as follows: 
IN THE CLAIMS 

Claim 1 1 , line 1 , delete "any one of claims 2-10" and insert - claim 2 --. 
Claim 12, line 1, delete "any one of claims 2-10" and insert - claim 2 ~. 
Claim 13, line 1, delete "or 12". 

Claim 14, line 1, delete "any one of claims 11 to 13" and insert ~ claim 2 ~. 

Claim 17, line 1, delete "any preceding claim" and insert - claim 1 ~. 

Claim 19, line 1, delete "any preceding" and insert ~ claim 1 --. 

Claim 23, line 1, delete "any one of claims 1 to 19" and insert - claim 1-. 

Add the following new claim: 

28. The method according to claim 12 wherein the gene encodes for a pro-a 
chain or derivative thereof comprising a C-terminal propeptide domain from one type of 
pro-a chain and an a chain from another type of pro-a chain. --. 



BULLEID 

Serial No. Unknown 



REMARKS 

The above amendments are made to place the claims in a more traditional 
format. 

Respectfully submitted, 
NIXON & VANDERHYE P.C. 

Mary Wilson 
Reg. No. 32,955 

MJW:lmy 

1 100 North Glebe Road, 8th Floor 
Arlington, VA 22201-4714 
Telephone: (703) 816-4000 
Facsimile: (703) 816-4100 
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The present invention relates to a method of regulating assembly of 
procollagens and derivatives thereof. 

Most cells, whether simple unicellular organisms or cells from human tissue, 
are surrounded by an intricate network of macromolccules which is known as the 
extracellular matrix and which is comprised of a variety of proteins and 
polysaccharides. 1'he major protein component of this matrix is a family of related 
proteins called the collagcns which are thought to constitute approximately 25% of 
total proteins in mammals. There are at least 20 genetically distinct types of collagen 
molecule, some of w^hich are known as fibrillar collagcns (collagen types I, II, III, V 
and XI) because they typically form large fibres, known as collagen fibrils, that may 
be many mircomcters long and ma\' be visualised by electron microscopy. 

Collagen fibrils are comprised of polymers of collagen molecules and are 
produced by a process which involves conversion of procollagen to collagen 
molecules which then assemble to form the polymer. Procollagen consists of a triple 
stranded helical domain in the centre of the molecule and has non-helical regions at 
the amino terminal (known as the N-terminal propeptide) and at the carboxy terminal 
(known as the C-terminal propeptide). The triple stranded helical domain is made up 
of three polypeptides which arc known as a chains. Procollagen is synthesised 
intracellularly from pro-(x chains (a chains with N- and C-tcrmina! propeptide 
domains) on membrane-bound ribosomes following which the pro-a chains are 
inserted into the endoplasmic reticulum. 

Within the endoplasmic reticulum the pro-a chains are assembled into 
procollagen molecules. This assembly can be divided into two stages; an initial 
recognition event between the pro-a chains which determines chain selectively and 
then a registration event which leads to correct alignment of the triple helix. 
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Procollagen assembly is initiated by association of the C-terminal propeptide domains 
of each pro-a chain to form the C- terminal propeptide. Assembly of the triple heHx 
domain then proceeds in a C- to N- terminal direction and is completed by formation 
of the N- terminal propeptide. 1 he mature procollagen molecules are ultimately 
secreted into the extracellular environment where they arc converted into collagen by 
the action of Procollagen N-Proteinases (which cleave Ihc N-tcrminal propeptide) and 
Procollagen C-Proteinases (whicli cleave the C-terminal propeptide). Once the 
propeptides have been rcmo\'cd the collagen molecules thus formed art^ able to 
aggregate spontaneously to form the collagen fibrils. 

C oUagens have man\ uses industrially, i-or instance. Collagen gels can be 
formed from collagen fibrils in vuro and may be used to support cell attachment. Such 
gels may be used in cell culture to maintain the phenotype of certain cells, such as 
chondrocytes explanted from cartilage. Collagen may be also used as a "sluffer" or 
packing agent surgically and is parucularly knowii to be used in cosmetic surgery, for 
enlarging the appearance of lips jor instance. In vivo, collagen is a major component 
of the extracellular matrix and serves a multitude of purposes. Numerous diseases are 
known which involve abnormalities in collagen synthesis and regulation. Procollagens 
and derivatives thereof may be used (or be of potential use) for the treatment of these 
diseases. 

Large quantities of procollagens or derivatives thereof need to be synthesised 
to meet increasing industrial demand. A convenient means of synthesising 
procollagens or derivatives thereof is by expression of exogenous pro-a chains in a 
host cell followed by the assembly of pro-a chains into the procollagen or derivative 
thereof. For this to occur it is necessary to ensure that any host cell used has the 
necessary post-translational facilities required to assemble procollagens from pro-a 
chains. This may be achieved by expression in cells which normally synthesise 
procollagen. However one problem in such systems is that endogenously expressed 
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pro-a chains can co-assemble with the exogenously introduced pro-a chains giving 
rise to undesirable hybrid molecules. 

In other circumstances it may be desirable to generate two or more 
procollagens from distinct pro-a chains of an exogenous source in a host cell in which 
case it is required that co-assembly of pro-a chains to form undesirable hybrid 
molecules should not occur. 

It is also conceivable that procollagens may need to be assembled in a cell-free 
system in vifro. in which case co-assembly of pro-a chains giving rise to undesirable 
hybrid molecules also needs to be avoided. 

ll is an object of the present invention to provide a means by which pro-(/ 
chains or derivatives thereof may be assembled into desired procollagens or 
derivatives thereof without undesirable co-assembling with other pro-a chains. 

According to the present invention there is provided a method of producing a 
desired procollagen or derivative thereof in a system which co-expresses and 
assembles at least one further procollagen or derivative thereof wherein the gene(s) for 
expressing pro-a chains or derivatives thereof for assembly into the desired 
procollagen has or have been exogenously selected from natural pro-a chains or 
cxogcnousl)' manipulated such as to express said pro-a chains or derivatives thereof 
with domians which have the activity of C- terminal propeptide domains but which 
will not co-assemble with the C- tenninal propeptide of the pro-a chains oi 
derivatives thereof that assemble to form the said at least one further procollagen or 
derivative thereof. 

By '^procollagen or derivative thereof and ''pro-a chain or derivative thereof' 
we mean molecules of procollagen or pro-a chains respectively that may be identical 
to those found in nature or may be non-natural derivatives which may be proteins or 



wo 98/38303 



PCT/GB98/00468 



4 

derivatives of proteins. Non-natural derivatives may also have no n- protein domains or 
even be entirely a non-protein provided that tlic derivative contains a domain with 
activity of a C- terminal propeptide domain which will not co-assemble with the C- 
terminal propeptide domains of the pro-a chains or derivatives thereof that assemble 
to form at least one further procollagen or derivative thereof. 

Preferred pro-{x chain derivatives comprise a domam with the activity oi'a C- 
terminal propeptide domain and a further domain uhich is al least partiall>' capable of 
trimerising to triple hehx. 

Thus the exogenously selected or exn-cnousi) manipulated genes ma>- express 
pro-cx chains or derivatives thereof that ma> be assembled into trimers to form 
procollagen molecules or derivatives therec^l. which in turn may be formed into 
collagen polymers following exposure to ProeoUaiien C-Protcinase and Procollagen 
N-Proteinases (which respectively cleave the C- and N- terminal propeptides from the 
procollagen molecules to form monomers uliicli aggregate spontaneously to form the 
collagen polymers). The collagen polymer is preferably a fibrillar collagen. 

The invention is based upon the recognition by the inventors that a crucial 
stage in the assembly of procollagens is an initial recognition step between pro-a 
chains which ensures that pro-u chains assemble in a type-specific manner. Th\^ 
recognition step involves a recognition sequence m the C'- terminal propctide domain 
of pro-a chains. For instance, a single cell may synthesise several collagen types and. 
therefore, several different pro-a chains, yet these chains are able to discriminate 
between C- terminal propetide domains to ensure type-specific assembly. One 
example of this discrimination can be found in cells expressing both type 1 and type 
III procollagen. Here at least tlirec pro-a chains are synthesised, namely proal(I). 
proa2(I) and proal(III) chains. However the only procollagens formed are 
LproaI(I)]2proa2(I) heterotrimers and [proal(III)]3 homotrimers. Other combinations 
of pro-a chains do not assemble into procollagens. 
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In - PCT/GB96/02I22 (WO-A-97/0831 1) the disclosure of which is 
incoq^orated by reference we have disclosed that specific regions within the C- 
terminal propeptide are the recognition sequences involved in the specificity of 
association between C-lerminal propeptide domains of pro-a chains during the 
formation of procollagens. These recognition sequences were identified as having the 
following amino acid sequences for each respective pro-a chain: 



pro-al(l) GGQGSDPADV AIQLTFLRLM STR 

pro-a2 (1) NVEGVTSKEM ATQLAFMRLL ANY 

pro-a 1 (11) GDDNLAPNTA NVQMTFLIILL STH 

pro-a 1 (III ) GNPELPEDVL DVQLAFLRLL SSR 

pro-a 1 (V) VDAEGNPVGV A^QMTFLRLL SAS 

pro-a2 (V) GDHQSPM Al TC>MTFLRLL SKE 

pro-a I (XI) LDVEGNSINM .VQMTFLKLL TAS 

pro-a2 (XI) VDSEGSPVGV A^QLTFLRLL SVS 



These recognition sequences confer selectivity and specificity of pro-a chain 
association. 



In accordance with the invention, we have devised methods by which desired 
pro-a chains or derivatives thereof can be expressed and assembled into procollagens 
or derivatives thereof in a system which co-expresses and assembles pro-a chains or 
derivatives thereof of at least one further procollagen or derivative thereof without 
undesired co-assembly producing unwanted hybrid molecules. This is effected by 
exogenously manipulating or selecting the gene or genes that encode for the desired 
pro-a chains or derivatives thereof such that the domains having C- terminal 
propeptide activity of these pro-a chains or derivatives thereof that are expressed from 
the manipulated or selected gene or genes will not associate with (and therefore not 
co-assemble with) the domains having C- terminal propeptide activity of the pro-a 
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chains or derivatives thereof of the said at least one further procollagen or derivative 
thereof. Put alternatively, the domains having C- terminal propeptide activity of the 
pro-a chain or derivative expressed by the manipulated or selected gene are such that 
association between pro-a chains expressed from such a gene and association between 
at least one pro-a chain which forms the further procollagen or derivative thereof is 
mutually exclusive. 

Thus, in accordance with the present invention, a gene ioi expressing a pro-a 
chain or derivative thereof for assembly into a desired procollagen may be 
exogenously selected or constructed to express a pro-a chain or derivative thereof 
comprised of (i) a first moiety incorporating al least the rccognnion sequence of the 
C-terminal propeptide domain of a first type of pro-a chain, and (ii) a second moiety, 
attached to the first moiety which will assemble into the desired procollagen. The 
second moiety preferably is at least partial!} capable of tnmensing lo form a triple 
helix. More preferably the second moiety comprises at least some amino acids 
capable of trimerising with other a chains or derivatives thereof. The expressed 
molecule is one which has been "engineered" (by appropriate selection of the first and 
second moieties) such that it may be expressed and assembled in a system which co- 
expresses and assembles at least one further type of pro-a chain without undesirable 
formation of hybrid molecules. 

l^he domain having C-propeptide activity expressed b\ the exogenous!) 
selected or modified gene may comprise a recognition sequence as listed above. The 
domain may be a modification (e.g. by substitution or deletion) of such a recognition 
sequence, the domain retaining C-propcptidc activity. 

To prepare exogenously modified genes for use in the method of the invention, 
the DNA encoding for the desired recognition sequence may be substituted for the 
DNA encoding recognition sequences found in natural or artificially constructed pro- 
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tt chain genes to form an exogcnously modified gene for use in the method of the 
invention. 

DNA, particularly cDNA, encoding natural pro-a chains is known and 
available in the art. For example, W()-A-9307889, WO-A-9416570 and the 
references cited in both of them give details. Such DN.A may be used as a convenient 
starting point for making a DNA molecule thai encodes for an cxogenously 
manipulated gene for use in the invention. 

DNA sequences. cDNAs, full genomic sequences and minigcnes (genomic 
sequences containing some, but not all, ol thc nitrons present in the lull length gene) 
may be inserted by recombinant means mio a DNA sequence codmg lor naturally 
occurring pro-a chains (such as the starting point I)N.\ mentioned above) to form the 
DNA molecule that encodes for an exogcnously manipulated gene for use according 
to the first aspect of the invention.. Because of the large number of introns present in 
collagen genes in general, experimental practicalities will usually favour the use of 
cDNAs or, in some circumstances, minigcnes. The inserted DNA sequences. cDNAs, 
lull genomic sequences or minigcnes code for amino acids which give rise to pro-a 
chains or derivative thereof with a C- terminal propeptide domain which will not co- 
assemble with the C- terminal propeptide domain of the pro-a chains or derivatives 
thereof that assemble to form the said at least one further procollagen or derivative 
thereof 

Preferred exogenous manipulations of the gene or genes involve alteration of 
the recognition sequence within the C- terminal propeptide domain which is 
responsible for selective association of pro-a chains such that any pro-a chain or 
derivative thereof expressed from the manipulated gene will not undesirably co- 
assemble with pro-a chains endogcnously expressed from a host cell into which the 
exogcnously manipulated gene or genes is or are introduced. 
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In our previous application PCT/GB 96/02 122 (WO-A-97/0831 1) we disclosed 
novel molecules comprising combinations of natural or novel C- terminal propeptide 
domains with alien a chains (or a non-collagen material). PCT/GB96/02122 also 
disclosed DNA molecules encoding such molecules. These DNA molecules may be 
used according to the methods of the current invention. Such molecules disclosed in 
PCT/GB96/02122 are incorporated herein by reference. 

Ahernatively deletion, addition or substitution mutations may be made within 
the DNA encoding for any one of these recognition sequences which alter selccii\'ii\ 
and specificity of pro-a chain association. 

Other preferred exogenous manipulations of a gene involve the construction of 
gene constructs which encode for chimeric pro-a chains or derivatives thereof ibrmed 
from the genetic code of at least two different pro-a chains. It is particularly prelerred 
that the chimeric pro-a chains or derivatives thereof comprise a recognition sequence 
from the C- terminal propeptide domain of one type of pro-a chain and the a chain 
domain from another type of pro-a chain. Preferred chimeric pro-a chains or 
derivatives thereof comprise the recognition sequence of a pro-a 1(1), pro-a2 (1), pro- 
al (II). pro-al (HI), pro-al (V), pro-a2 (V), pro-al (XI) or pro-a2 (XI) pro-cx 
chain and an a-chain domain selected from a different one of these pro-a chains 
Most prefened pro-a chains for making chimeric pro-a chains or derivatives theretii' 
arc those which form collagens 1 and 111 particularly pro-a2 (I) and pro-al (111) 
Specific preferred chimeric pro-a chains or derivatives thereof are disclosed in the 
Example. 

In a preferred exogenous manipulation of a gene according lo the methods of 
the invention, the DNA encoding for the recognition sequence of the proa2(I) chain 
gene can be replaced with the corresponding DNA encoding for the recognition 
sequence of the proal(III) chain gene and this manipulated gene can be expressed and 
assembled to form procollagens which are proa2(I) homotrimers (instead of 
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proa 1 (III) homotrimers which would normally be formed from pro-a chains 
containing -these recognition sequences). Thus according to the invention proa2(I) 
homotrimers derived from an exogenous source may be formed which do not co- 
assemble with proa2(I) chains endogenous to the cell in which expression occurs 
which have ''naluraP' recognition sequences. 

In another preferred exogenous manipulation of a gene according to the 
methods of the invention, the manipulated gene encodes for a molecule comprising al 
least a first moiety having the activity of a procollagen C-propeptide (i.e. the C- 
tcrminal propeptide domain of a pro-a chain) and a second moiety selected from any 
one of an alien collagen a chain and non-collagen materials, the first moiety being 
attached to the second moiety. Genes which encode for a second moiety of a non- 
collagen material (such as those disclosed in PCT/GB96/02122) are examples of pro- 
a chain derivatives for use according to the invention. 

Alternatively the gene or genes may be selected from naturally occurring 
genes such that the recognition sequence within the C- terminal propeptide domain 
which is responsible for selective association of pro-a chains such that any pro-a 
chain expressed from the selected gene will not undesirably co-assemble with pro-a 
chains endogcnously expressed from the host cell into which the gene or genes is or 
are introduced. 

The exogcnously selected or modified gene may he incorporated within a 
suitable vector to form a recombinant vector. The vector may for example be a 
plasmid, cosmid or phage. Such vectors will frequently include one or more 
selectable markers to enable selection of cells transfected with the said vector and, 
preferably, to enable selection of cells harbouring the recombinant vectors that 
incorporate the exogenously modified gene. 
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For expression of pro-a chains or derivatives thereof the vectors should be 
expression, vectors and have regulator}' sequences to drive expression of the 
exogenously modified gene. Vectors not including such regulatory sequences may 
also be used during the preparation of the exogenously modified gene and are useful 
as cloning vectors for the purposes of replicating the exogenously modified gene. 
When such vectors are used the exogenously modified gene v^ill ultimately be 
required to be transferred to a suitable expression vector which may be used for 
production of the pro-a chains or derivatives thereof 

The system in which the exogenously selected pro-a chain(s) or exogenously 
manipulated gene or genes of the method of the in\'cntion may he expressed and 
assembled into procollagen or derivatives thereof may be a cell free in vitro system. 
However it is preferred that the s\'stcm is a host cell which has been transfected with a 
DNA molecule according to the second aspect of the invention. Such host cells may 
be prokaryotic or eukarj'otic I^ukar\'oiic hosts may include yeasts, insect and 
mammalian cells. Hosts used for expression of the protein encoded by the DNA 
molecule arc ideally stably transformed, although the use of unstably transformed 
(transient) hosts is not precluded. 

Alternatively a host cell system may involve the DNA molecule being 
incorporated into a iransgcnc construct which is expressed in a transgenic plant or, 
preferably, animal. Transgenic animals which may be suitably formed for expression 
of such transgene constructs, include birds such as domestic fowl, amphibian species 
and fish species. Procollagens or derivatives thereof and / or collagen polymers 
formed therefrom may be harvested from body fluids or other body products (such as 
eggs, where appropriate). Preferred transgenic animals arc (non-human) mammals, 
particularly placental mammals. An expression product of the DNA molecule of the 
invention may be expressed in the mammary gland of such mammals and the 
expression product may subsequently be recovered from the milk. Ungulates, 
particularly economically important ungulates such as cattle, sheep, goats, water 
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buffalo, camels and pigs are most suitable placental mammals for use as transgenic 
animals according to the invention. Equally the transgenic animal could be a human in 
which case the expression of the pro-a chains or derivative thereof in such a person 
could be a suitable means of effecting gene therapy. 

Host cells and particuhirly transgenic plants or animals, may contain other 
exogenous DNA, the expression of which facilitates the expression, assembly, 
secretion or other aspects of the biosynthesis of procollagen and derivatives thereof 
and even collagen polymers formed therefrom. For example, host cells and transgenic 
plants or animals may also be manipulated to co-cxprcss prolyl 4-hydroxylasc, which 
is a post translation enzyme important m the natural biosynthesis of procollagens, as 
disclosed in WO-A.9307889. 

The methods of the invention enable the expression and assembly of any 
desired procollagen or derivative thereof in a system in which convcntionalh' there 
would be undesirable co-assembly or hybridisation of pro-a chains. The methods are 
particularly suitable for allowing the expression of procollagen or derivatives thereof 
from a wide variety of cell-lines or transgenic organisms without the problems 
associated with co-assembly with endogcnously expressed pro-a chains. A preferred 
use of the methods of the invention is the production of recombinant procollagens in 
cell-lines. Examples of cell-line^ which may be used are fibroblasts or cell lines 
derived therefrom. Baby Hamster Kidney cells (BHK cells). Mouse 3T3 cells. 
Chinese Hamster Ovary cells (CHO cells) and COS cells may be used. 

The methods of the invention are particularly useful as an improved means of 
production of any desired procollagen or derivatives thereof, particularly for scaled up 
industrial production by biotechnological means. 

The method of the invention may also be useful for treatment by gene therapy 
of patients suffering from diseases such as osteogenesis imperfecta (OI), some forms 
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of Ehlers-Danlos syndrome (EDS) or certain forms of chrondrodysplasia. In most 
cases the devastating effects of these diseases are due to substitutions of glycine 
within the triple hehcal domain, for amino acids with bulkier side chains in the pro-a 
chains. This substitution results in triple helix folding, during the formation of 
procollagen, being prevented or delayed with the consequence that there is a drastic 
reduction in the secretion of the procollagen. The malfolded proteins are retained 
within the cclL probably within the endoplasmic reticulum, where they are degraded. 
Furthermore, the folding of the C- terminal propeptide domain is not affected by these 
mutations within the triple helical domain, therefore C-terminal propeptide domains 
from normal as well as mutant chains may associate resulting in the retention of 
normal and mutant pro-a chains within the cell. The retention and degradation ol 
normal chains due to their interaction with mutant chains amplifies the effect of the 
mutation and has been termed "procollagen suicide". The massive loss of protein due 
to this phenomenon probably explains why such mutations produce lethal effects. 
Identification by the inventors of the recognition sequence w^hich directs the initial 
association between pro-a chains provides a target for therapeutic intervention 
allowing for the modulation or inhibition of collagen deposition. Thus, the method of 
the invention could be utilised as a gene therapy to transfer a copy of the wild-type 
gene to an individual with a mutation in the triple helical domain such that the wild- 
type gene is exogcnoiisly manipulated lo code for a pro-a chain with a C- terminal 
propeptide domain that will not co-assemble wiih the mutant pro-a chains. The 
palienl is then able to secrete authentic collagen chains in cells expressing mutant 
chains. 

The present invention will now be described, by way of example wiih 
reference to the accompanying drawings, in which: 

Figure 1 is a schematic representation of the stages in normal procollagen 
assembly (A) and stages in procollagen assembly according to one embodiment of the 
invention (B); 
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Figure 2 shows an alignment plot of the C- terminal propeptide domains of pro- 
a chains from type 1 and III collagen. The alignment shows amino acids which arc 
identical (#) or those which arc conserved (-). The conserved cysteine residues are 
numbered 1-8, while letters A, B, C, F, G denote the first amino acid at the junctions 
between proal (III) chains and proa2(l) chains oi thc Hxample; 

Figure 3 is a schematic representation oi'thc chmicric pro-al chains described 
in the Example: 

Figure 4 is a photograph of an SDS-PACih, gel, illustrating disulphide bond 
formation among chimeric gene constructs in which the C-tcnninal propeptide domain 
were exchanged, with the following parental and clnmeric molecules from the 
Example run in the indicated lanes of the gel Pro(xl (1I!)A1 [al(lll)|. proa2(I)Al 
ta2(I)l (parental molecule) and proa2(I ):(II1)CI' |(x2:C!M^ prouKHDiiDCP [al:CP] 
(hybrid chains), these molecules were expressed m a rabbit reticulocyte lysate in the 
presence of scmi-permeabilized (SP) HT 1080 cells, atier which the SI'-cells were 
isolated by centrifugation, solubilizcd and the translation products separated by SDS- 
PAGE through a 7.5% gel under reducing (lane.s 1-4) or non-reducing conditions 
(lanes 5-8); 

Figure 5 is a photograph of an SDS-PACiP ^el the lanes represent the effect of 
heat dcnaturation of proa2( 1 ):{11I)CP triple-helix at the specified temperatures, the 
samples were prepared in the following manner: Proa2(l):(III)CP RNA was translated 
in the presence of SP-cells, after w^hich the SP-celis were isolated by centrifugation, 
solubilized and treated with pepsin (100 p.g/ml). the reaction mixture was neutralized, 
diluted in chyniotrypsin/trypsin digest buffer and divided into aliquots, each aliquot 
being heated to a set temperature prior to digestion with a combination of trypsin (1 00 
p-g/ml) and chymotrypsin (250 p-g/ml), samples were analysed by SDS-PAGE through 
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a 12.5% gel under reducing conditions (lanes 1-10). Lane 11 (unt) contains 
translation products which have not been treated with proteases; 

Figure 6 is a photograph of an SDS-PAGE gel illustrating trimerization and 
triple-helix formation among chimeric procollagen chains, samples were prepared 
from parental chains proal(IlI)Al, proa2(I)Al which were made into hybrids 
proa2(I):(III)CP, A,F,f'^ Proal(III):(I)C (a2CP, A,F,F'-^,B'-Sc'-S alC), the 
hybrids were translated in a rabbit reticulocyte lysatc in the presence of SP-cells after 
which the SP-cells were isolated by centrifugation, solubilized and a portion of the 
translated material separated hy SDS-PAGE under non-reducing conditions through a 
7.5% gel (lanes 1-9). 

Figure 7 is a photograph of an SDS-PAGE gel illustrating trimerization and 
triple-helix formation among chimeric procollagen chains, lanes show the remainder 
of the samples that were loaded on the gel of Fig 6 which were treated with pepsin 
(100 lipxnl) prior to neutralization and digestion with a combination of trj^psin (100 
|.ig/ml) and chymotrypsin (250 fig/ml), the proteolytic digestion products were 
analysed by SDS-PAGE through a 12.5% gel under reducing conditions (lanes 1-9): 

Figure 8 is a photograph of an SDS-PAGE geh illustrating trimerization and 
triple-helix formation among chains containing the 23 amino acid B-G motif, the 
lanes show recombinant procollagen chains proal(lII):(I)CP, proa2(l):{IlI)CP and 
proa2(I):(III)BGR"*^ which were expressed in a reticulocyte lysate supplemented with 
SP-cells. after which the SP-cells were isolated by centrifugation, solubilized and a 
portion of the translated material separated by SDS-PAGE through a 7.5% gel, under 
reducing (lanes 1-3) of non-reducing conditions (lanes 4-5). 

Figure 9 is a photograph of an SDS-PAGE gel, illustrating trimerization and 
triple-helix formation among chains containing the 23 amino acid B-G motif, the 
lanes show the remainder of the samples that were loaded on the gel of Figure 9 which 
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were treated with pepsin (100 |ug/ml) prior to neutralization and digestion with a 
combination of trypsin (100 |ig/ml) and chymotrypsin (200 \ig/m\), tlie proteolytic 
digestion products were analysed by SDS-PAGE through a 12.5% gel under reducing 
conditions (lanes 1-3); 

Figure 10 is a photograph of ai^ SDS-PAGE geU illustrating the effect of Cys- 
Ser reversion and Leu-Met mutation on the assembly of proa2(l):(lII)BGR chains, the 
lane show recombinant procollagen chains proa2(I):(III)BGR'''"^ proa2(l):(IinBGR^' 
'\ proa2(I):(III)BGR""' w^hich w^erc translated in a reticulocyte lysaie supplemented 
with Si^-cclls after which the cells were isolated by centrifugation, solubiHzcd and a 
portion of the translated material separated by SDS-PAGK through a 7.5% gcL under 
reducing (lanes 1-3) or non-reducing conditions (lanes 4-6); 

Figure 1 1 is a photograph of an SDS-PAGE gel, illustrating the effect of Cys- 
Scr reversion and Leu-Met mutation on the assembly of proa2(l):(IIl)BGR chains, the 
lane show the remainder of the samples that were loaded on the gel of I*'ig 10 which 
were treated with pepsin (100 jig/ml) prior to neutralization and digestion with a 
combination of trypsin (100 )ig/ml) and a chymotrypsin (250 |.Lg/ml), the proteolytic 
digestion products were analysed by SDS-PAGE through a 12.5% gel under reducing 
conditions (lanes 1-3); 

Figure 12 is a photograph of an SDS-PAGl'. geh illustrating inter-chain 
disulfide bonds from between proa2(I):(IIl)BGR C-terminal propeptide domains, the 
lanes show recombinant pro-a chains proal(IIl)Al and proa2(I):fIIi)BGR which 
were translated in a reticulocyte lysatc supplemented with SP-cells. The cells were 
isolated by centrifugation, solubilized and digested with 1.5 units of bacterial 
collagenase. The products of digestion were analysed by SDS-PAGE through a 10% 
gel under reducing (lanes 2 and 3) or non-reducing (lanes 4 and 5) conditions; and 
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Figure 13 is a schematic representation of sequence alignment 'of the chain 
selectivity recognition domains in other fibrillar procollagens, sequence homology 
within the 23 residue B-G motif is illustrated, the boxed regions indicating the position 
of the unique 1 5 residue sub-domain which directs pro-a chain discrimination. 

Figure 1 illustrates how procollagen is assembled in the endoplasmic reticulum 
of a cell. Normally assembly is initiated by type specific association of C-tcrminal 
propeptide domains of compIimcntar\' pro-a chains (1) to fomi procollagens (2). 
Procollagen is secreted from the cell in which it is synthesised and is then acted upon b>* 
Procollagen N l^roteinases and Procollagen C Proteinases which cleave the N-lerminal 
propeptide and C-tcrminal propeptide respecuvely to yield collagen molecules (3). 
Collagen molecules may then spontaneoush aggregate to form collagen fibrils. Pro-(/ 
chains with non-complimentan* C-termina! propeptide domains (4) do not associate 
and fomi procollagens. When exogenous pro-cx chains (5) arc introduced into a cell 
they may co-assemble whh endogenous pro-a chains (6) which have complimentary 
C-temiinal propeptide domains to form undesirable hybrids (7). According to the 
methods of the invention exogenously manipulated pro-a chains (8) are generated with 
C- terminal propeptide domains that are no longer complimentary to the C-terminal 
pr(^peptide domains of the endogenous pro-a chains (6) such that the exogenoush' 
manipulated pro-a chains (8) may fomi procollagens (9) and subsequently collagen 
molecules (10) without co-assembly with endogenous pro-a chains (6) occurring. 
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EXAMPLE 

The inventors generated DNA molecules which may be used according to the 
methods of the'invention. These DNA molecules were used to express pro-a chains 
with altered selectivity for pro-a chain assembly. lixpcrimental strategy was based on 
the assumption that transfer of C- terminal propeptide domains (or sequences within 
the C-propcptidc) from the homotrimeric proa 1(111) chain to the proa2(I) molecule 
would be sufficient lo direct self-association and assembly into homotrimers o1 
proa2(l). The inventors reconstituted the initial stages in the assembly of procollagen 
by expressing specific RNAs in a cell-free translation system in the presence of semi- 
permcabilized cells known to carry out the co- and post-lranslationa! modification 
required to ensure assembly of a correctly aligned triple helix. By analysing the 
folding and assembly pattern of procollagens formed from a series of chimeric pro-a 
chains in which specific regions of the C-terminal propeptide domain of proal (HI) 
were exchanged with the corresponding region within the proa2{l} chain (and vice 
versa) the inventors identified a short discontinuous sequence of 15 amino acids 
within the proal (III) C-propcplide which directs procollagen self-association. This 
sequence is, therefore, responsible for the initial recognition event and is necessary to 
ensure selective chain association. 

1. MATERIALS AND METHODS 

L I Construction of recombinant plasmids 

pa 1(111 )A1 and pa2(I)Al are recombinant pro-a chains with truncated a chain 
domains which have been described previously (see Lees and Bulleid (1994) J. Biol 
Chem. 269 p24354-243601994). Chimaeric molecules were generated by PCR 
overlap extension using the principles outlined by Horton (1993) Methods in 
Molecular Biology Vol 15, Chapter 25, Humana Press Inc., Totowa, NJ, PCRs 
(lOOp-l) compromised template DNA (500 ng), oligonucleotide primers (100 pmol 
each) in 10 mM KCl, 20 mM Tris-HCl pfl 8.8, lOmM (NH4)2S04, 2 mM MgS04, 
0.1% (v/v) Triton X-100, 3O0 each dNTP. Ten rounds of amplification were 
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performed in the presence of I unit Vent DNA polymerase (New England Biolabs, 
MA). Recombinants pa2(I)Al :(III)CP, A, F, S^'\ C^'"^ were generated using a 5' 
oligonucleotide primer (5 'AGATGGTCGCACTGGACATC 3') complementary to a 
sequence 70 bp upstream of an Sfil site in pa2(I)Al and a 3' oligonucleotide primer (5' 
TCGCAGGGATCCGirGGTCACTTGCACTGGTT 3') complementary to a region 
100 bp dowTistream to the stop codon in pal(IlI)AL A IkunVU site was introduced 
into this primer to faciHtate subsequent sub-cloning steps. Pairs of internal 
oligonucleotides, of which one included a 20 nucleotide overlap, were designed to 
generate molecules with precise junctions as delineated (see Figs 2 and 3) Overlap 
extension yielded a product of bp which was puritled, digested with XluA- 

BamlW and ligated into pa2(l)Al from which a lOSO bp Xhol-BanilW fragment had 
been excised. Recombinants pal (III )A1 :(I)CI\C* were synthesized in a similar 
manner using a 5' oligonucleotide (5' AATGGACiCTCGfGGACCCATCj 3') 
complementar}' to a sequence lOObp upstream of an Xhol site in a pcxfllDAl and a 3' 
amplification primer (5 'C I GC'l AGCn ACX^AAATGCiAAC^GATTCAGCTTT 3') 
which incorporated a Kpn\ site and was complementar\ to a region lOObp 
downstream of the stop codon in pa2(I)Al. Overlap extension produced a fragment 
of 1 100 bp which was digested with Aliol and Kphl and ligated into pal(III)A from 
which an 1860 bp fragment had been removed. Recombinant pa2(I):(III)BGR was 
constructed using the same amplification primer used to synthesize the 
proa2(I)Al :flll) series of chimeras and a 3' oligonucleotide which was identical lo 
that used to generate the proal(ni)Al :(I)CP,C constnicls except that it contained a 
BamVU site instead of Kpn] (both complementary to pa2(l)Al). Primary 
amplification products were generated from pa2(l)Al:(Ill)B^"^ and pa2(I)Al with 
internal oligonucleotides determining the junction. Overlap extension produced a 
fragment which was digested with Sfil and BamVU and ligated into pa2(l)Al. Site- 
directed mutagenesis was performed essentially as described by Kunkel et ai {Kunkel 
et ciL (1987) Methods in Enzymol. 154 p 367-382), except that extension reactions 
were performed in the presence of 1 unit T4 DNA polymerase and 1 p^g T4 gene 32 
protein (Boehringer. Lewes, UK). 
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L2 Transcription in vitro 

Transcription reactions were carried out as described by Gurevich et al (1987) 
(see Gurevicii ei al (1991) Anal. Biochem. 195 p207-213) . Recombinant plasmids 
pal(III)AK pal(III)Ai:(I)CP,C and pa2(I)AK pa2(I)Al :(II1)CP, A, F, F'"^ B'", C'"' 
(10p,g) were linearized and transcribed using T3 RNA polymerase, or T7 RNA 
polymerase (Promega, Southampton, UK) respectively. Reactions (100 were 
incubated al 37°C for 4 h. Following purification over RNeasy columns (Qiagcn, 
Dorking, UK). RNA was resuspended in 100 RNascfrce water containing 1 mM 
DTT and 40 units RNasin (Promega. Southampton, UK). 

L3 Translation in vitro 

RNA was translated using a rabbit reticulocyte lysatc (l-McxiLysate. I^romega. 
Southampton) for 2 hours at 30°C in the absence of exogenous DTT. The translation 
reaction (25|al) contained 17|il reticulocyte iysaie. 1 |.il 1 m\4 amino acids (minus 
methionine), 0.45 j.11 lOOmM KCl, 0.25 ul ascorbic acid (5 mg/m!), 15 j^iCi [i- 
''^^Sjmethionine (Amersham Intemational, Bucks, UK), 1 f.il transcribed RNA and 1 \i\ 
(^2 X 100 semi-pcrmcabiiized cells (SP-cells) prepared as described by Wilson ct ciL 
(1995) Biochem. J. 307 p679-687. After translation, A'-ethylmalcimide was added to 
a final concentration of 20 niM. SP-cells were isolated by centrifugation in a 
microfuge at 10000 g for 5min and the pellet resuspended in an appropriate buffer for 
subsequent enzymic digestion or gel electrophoresis. 

L4 Bacterial collagenase digestion 

SP-cells were resuspended in 50 mM I ris-HCl pi I 7.4 containing 5 mM 
CaCl2, 1 mM phenylmcthanesulfonyl fluoride (PMSF). 5mM A^-ethylmaleimidc and 
1% (v/v) Triton X-lOO and incubated with 3 units collagenase form III (Advance 
Biofacture, Lynbrook, NJ) and incubated at 37°C for Ih. The reaction was terminated 
by the addition of SDS-PAGE sample buffer. 
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L5 Proteolytic digestion 

Isolated SP-cells were resuspcnded in 0.5% (v/v) acetic acid, 1% (v/v) Triton 
X-100 and incubated with pepsin (100 |ig/ml) for 2 h at 20'^C or 16 h at 4°C. The 
reactions were stopped by neutralization with Tris-base (100 mM), Samples were 
then digested with a combination of chyniotrypsin (250 \xglm\) and trypsin (100 
|ig/ml) (Sigma, Poole, Dorset, UK) for 2 min at room temperature in the presence of 
50 mM Tris-HCT pH 7.4 containing 0.15 M NaCK 10 mM EDTA. The reactions 
w^ere stopped by the addition of soy bean trypsin inhibitor (Sigma, Poole, Dorset, UK) 
to a final concentration of 500 |ig/ml and boiling SDS-PAGE loading buffer. Samples 
were then boiled for 5 min. 

7.6 Thermal denatiiratioti 

Pepsin-treated samples were resuspcnded in 50 mM Tris-HCI pi I 7.4 
containing 0,15 M NaCK lOmM EDTA. and aliquots placed in a themial cycler. A 
stepwise temperature gradient w^as set up from jl'^C to 40''C with the temperature 
being held for 2 min at 1°C intervals. At the end of each time period the sample was 
treated with a combination of chymotr>^psin, as described above. 

L7 SDS-PAGE 

Samples resuspcnded in SDS-PACiE loading buffer (0.0625 M I ris-IICI pH 
6.8, SDS (2% w/v), glycerol (10% v^*^ and Bromophcnol Blue) in the presence or 
absence of 50 mM DTT and boiled for 5 min. SDS-PAGE was performed using the 
method of Lacmmli (1970) Nature 227 p680-685. After electrophoresis, gels were 
processed for autoradiography and exposed to Kodak X-Omat AR film, or images 
quantified by phosphoimage analysis. 
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2. RESULTS 

2.1 Transfer of the proal(III) C-propeptide to the proa(I)2 chain is sufficient to 
direct self-assembly. 

Experimental strategy was based on the assumption that transfer of the C- 
terminal propeptide domain from the procxKIII) chain to the proa2(I) chain should be 
sufficient to direct self-recognition and assembly into homotrimers. Hence, by 
exchanging different regions within the proal(lll) C- icnninal propeptide domain 
with the corresponding sequenee from the prou2(l) chain the intention was to 
distinguish between sequences that direct the fokhng ol tertiary structure and those 
involved in the selection (i.e. recognition of prcw/ chains) process 'lo simplify 
analysis of the translation products chimeric procollagen molecules were constructed 
from two parental procollagen 'mini-chains'. proaUlll)Al and proa(l)Al. These 
molecules, w4nch have been described previoush (Lees and Bulleid. 1994), comprise 
both the N- and C- terminal propeptides domains together with truncated triple-helical 
domains. The initial assumption was tested by anaKsmg the folding and assembly of 
chimeric procollagen chains in which the C-tenninal propeptide domain of the 
proa2(I) chain was substituted with the equivalent domain from the proaUIIUAl 
chain (proa2-(I):(III)CP) and, conversely, where the C-propeptide of proaKlI!) chain 
was replaced with that from proa2(I)Al chain (proal(IIl):(l)CP) (see Figs 2 and 3). 
The C-propeptide (CP) junction points were determined by the sites of cleavage b\ 
the procollagen C-proteinasc (PCP) which is known to occur between Ala and Asp 
(residues 1119-1120) in the proa2(l) chain (Kessler (19Q6) Science 271 p360-362). In 
the absence of data regarding the precise location of cleavage within the procx(lll) 
chain, the inventors chose to position the junction belw^een Ala and Pro (residues 
1217-1218). However, Kcssler and co-workers (1996) have subsequently shown that 
cleavage by PCP occurs between Gly and Asp (residues 1222-1223), with the 
consequence that recombinant proa2(I):(III)CP includes an additional four residues 
derived from the proa(III) C-telopeptidc, whilst the C-telopeptide in construct 
proal(III):(I)CP is missing those same four amino acids, RNA transcripts were 
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transcribed in vitro and expressed in a cell-free system comprising a rabbit 
reticulocyte lysate optimized for the formation of disulfide bonds supplemented with 
semi-permeabilized HT 1080 cells (SP-cells), which has been shown previously to 
carry out the initial stages in the folding, post-transiational modification and assembly 
of procollagen (BuUeid et al. (1996) Biochcm. J, 317 pl95-2()2). The C-terminal 
propeptide domains of both proal(III) and proa2(I) chains contain cysteine residues 
which participate in the formation of interchain disulfide bonds. Translation products 
were, therefore, separated by SDS-PAGR under reduced and non-reduced conditions 
in order to detect disulfidc-bondcd trimers. Translation of the parental molecules 
proal(III)Al and proa2(I)Al yielded major products oi' --11 kl)a and 61 kDa 
respectively (Figure 4, lanes 1 and 2). the size differential being accounted for by the 
relative molecular weights of the N-propcptidcs and Iruneaied tripic-hclical domains 
in each molecule (Lees and Bulleid, 1994). The heicrogencii\ oi" the translation 
products is due to hydroxylation of proline residues in the triple-helical domain thai 
leads to an alteration in electrophoretic mobility (Chcah ct aL^ (1979) Biochem. 
Biophys. Res. Comm. 91 pi 025- 1031). Mhc additional lower molecular weight 
proteins present in lanes 3 and 7 probably represent translation products obtained after 
initiation of translation at internal start codons. We have previously shown that these 
minor translation products are not translocated into the endoplasmic reticulum (Lees 
and Bulleid, 1994), The presence of high molecular weight species under non- 
reducing conditions but not reducing conditions is indicative of interchain disulfide 
bond formation. Separation under non-reduced conditions revealed that proa 1 (III )AL 
but not proa(I)Al, chains were able to self-associate to form disulfide-bondcd irimcrs 
(Figure 4, lanes 5 and 6). A similar examination of chimeric chains proa2(I):(IIl)CP 
and proal(IlI):(l)CP revealed that only proa2(I):(III)CP chains were able to form 
disulfidc-bonded homotrimers (Figure 4. lanes 3, 4, 7 and 8) demonstrating that the C- 
propcptide from type III procollagen is both necessary and sufficient to drive the 
initial association between procollagen chains. 



wo 98/38303 



PCT/GB98/00468 



23 

It has been shown previously that proal(III)Al chains synthesised in the 
presence of SP-cells were resistant to a combination of pepsin, chymotrypsin and 
trypsin in a standard assay used specifically to detect triple-helical procollagen 
(Bulleid et aL, 1996). The inventors confirmed that proa2(I):(III)CP chains had the 
ability to form a correctly aligned triple-helix by performing a thermal denaturation 
experiment in which translated materia! was heated to various temperatures prior to 
protease treatment (Figure 5). The results indicate that at temperatures below 35°C a 
proteasc-rcsistant triple-heHcal fragment is present, but at temperatures above 35°C 
the triple-helix melts and becomes protease sensitive (Figure 5, lanes I -10). The 
melting temperature (7„,) was calculated lo be after quantification by 

phophorimagc analysis. The value obtained for proa2-(l):{IIl)CP is significantly 
lower than the figure of 39.5°C obtained for proal(IlI)AI (Bulleid ei al.. 1996) and 
probably refiects the percentage of hydroxyproline residues relative lo the total 
number of amino acids in the triple-helical domain {\]% and 15% respeciively). 
These results indicate that transfer of the proa(IIl) C-propeptide enables the inventors 
lo generate an entirely novel procollagen species comprising three proa2(l) chains 
that fold into a correctly aligned triple-helix. 

2,2 Assembly of recombinant procollagen chains with chimeric C-propeptides. 

Given that the proa2(I):(IlI)Cl^ hybrid pro-a chain includes all of the 
information required for self-association we reasoned that progressive removal of the 
proal(III) C-propcplide sequence and replacement with the corresponding proa2{l) 
sequence would eventually disrupt the chain selection mechanism. Conversely, il is 
anticipated that transfer or progressively more proal(in) C-terminal propeptide 
domain sequence to the proal(lIl):(I)CP chimeric chain would yield a molecule 
which was capable of self-assembly. A series of procollagen chains with chimeric C- 
tcrminal propeptide domains was constructed and the ability of individual chains to 
form homotrimers with stable triple-helical domains was assessed. A schematic 
representation of these recombinants is presented in Figure 2, with the letters A, B, C, 
F and G denoting the position of each junction. It should be noted that the proa 1 (III) 
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and proa2(I) C-propeptides differ in their complement of cysteine residues, with 
proa2(I) lacking the Cys2 residue. Our previous data suggest that interchain disulfide 
bond within the C-propeptide of type III procollagen form exclusively between Cys2 
and 3 (Lees and Bulleid, 1994). However, interchain disulfide bonding, between 
either the C-terminal propeptide domains to C-telopeptidcs is not required Ibr chain 
association and triple-helix formation (Bulleid et aL. 1996), therefore, it is possible 
that homotrimers may form between chimeric pro-(x chains which lack either the C'- 
terminal propeptide domain Cys2 residue or the C-lelopeptidc cysteine |only found in 
the triple-helical domain of proal{IlI)]. These molecules will not, however, contain 
interchain disulfide bonds and, as a consequence will not appear as oligomers alter 
analysis under non-reducing conditions. To circumvent this problem, where 
appropriate, the inventors generated their hybrid chams from a recombmant 
proa2(l)Ar''^ (Lees and Bulleid. 1994) in which the existing serine residue was 
substituted for cysteine, thus restoring the potential \o Ibrm irimers stabilized b\ 
interchain disulfide bonds. It should also be noted that whilst proaldll ):(1 )CP lacks 
Cys2, it does still retain the potential to fonn disulfide-bonded trimers by viniic of the 
two cysteine residues located at the junction of the iriple-hclical domain and the C'- 
telopeptide, Parental chains proa2(l)Al and hybrids procx2(l):(III)Cr\ A, f, B'"\ 
C'^''^, proal(in):(I)C were translated in the presence of SP-cells and the products 
separated by SDS-PAGE under non-reducing conditions (Figure 6). The results 
demonstrate that recombinanls proul(lIl)Al. proa2(l):(IinCP, A, F^'\ B' ' (Fiijure 
lanes 1, 3, 4, 6 and 7) are able to fonn interchain disulfide-bonded irimers and dnners 
while proal(III)AL proa2(l ):{lll)f, C and proal(ni):(l)C (Figure 6. lanes 2. 5. S 
and 9) remain nionomeric. We have already demonstrated that interchain disulfide 
bonding is not a prerequisite for triple-helix formation (Bulleid ei aL. 1996), therefore, 
the inability to form disulfide-bonded trimers does not preclude the possibility that the 
molecules assemble to fomi a triple-helix. To ascertain whether the chimeric chains 
had the ability to fold into a correctly aligned triple-helix, we treated translation 
products with a combination of pepsin, chymotrypsin and trypsin and analysed the 
digested material under reducing conditions by SDS -PAGE. As shown in Figure 7, 
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recombinants proal(III)Al, proa2(I):(III)CP, A, F''^ F, B'"^ (Figure 7, lanes 1, 3, 4, 5, 
6 and 7) all yielded protease-resistant fragments. The size differential reflects the 
relative lengths of the triple-helical domains in each of the parental molecules 
[proa2(I)Al -1 85 residues and proal(III)Al-192 residues]. The ability of 
proa2(I):(III)F lo form a stable triplc-helix confirms that interchain disulfide bonding 
is not necessary for triple-helix folding. Thus, hybrid molecules containing sequences 
from the pro(x2 C-tcrminal propeptide domains between the propeptide cleavage site 
and the R-junction are able to form homotrimers with stable triple-helical domains 
and, thcrefoic- contain all of the information necessary to direct chain self-assembly. 
These results indicate thai the signal{s) which controls chain selectivity must be 
located between the B-junction and the C-lerminus of the C'-propeptidc. Neither 
proa2(I):(lIl)C''"' nor proal(Ill):(nC chains are able to fold into a triple helix. The 
inability of these reciprocal constructs to self-associate suggests that chain selectivit>' 
is mediated, either by a co-linear sequence thai spans the C-junction or by 
discontinuous sequence domains located on either side of the C-junction. 

2,3 Identification of a sequence motif from the proal(IIl) C-propeptide which 
directs chain self-assembly 

Procollagen chain selectivity is probably mediated through one or more of the 
variable domains located within the C-terminal propeptide domain. The sequence 
between the B- and C-junctions is one of the least conserv-'ed among the procollagen 
C-propcptides (Figure 2), yet lo inventors have demonstrated that inclusion of ihis 
domain, in Ihc absence of proal(III) sequence distal lo the C-junction, is x\o\ 
sufficient to direct chain assembly. To ascertain whether the recognition sequence for 
chain recognition had indeed been interrupted a further recombinant, 
proa2(I):(IIl)BGR^'^ (B-G replacement) was generated, which contained all of the 
proa(I)Al sequence apart from the Ser— >Cys mutation at Cys2 and a stretch of 23 
amino acids derived from the type III C-propeptide which spans the C-junction from 
points B to G, the B-G motif: ^ GNPELPEDVLDV 'OLAFLRLLSSR^ (underscoring 
indicates the most divergent residues, see Figure 2). The location of the G-boundary 
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in the replacement motif allowed for the inclusion of the first non-conserved residues 
after the C-junction (SR). When expressed in the presence of SP-cells the chimeric 
proa2(I):(III)B(jR^''^ chains were able to form inter-chain disulfidc-bonded molecules 
(Figure 8, lane 6) demonstrating that the C-terminal propeptide domains were capable 
of self-association. Furthermore, this hybrid was able to fold and form a stable triple- 
helix as judged by the formation of a protease-resistant fragment (Figure 9. lane 3). 
Proa2(I):l):(IlI)BGR^*'^ contains a Ser->Cys substitution which enabled the inventors 
to assay for the fonnaiion of disulfide-bonded trimcrs. Previous data demonstrated 
that this substitution alone does not enable wild-type proa2(l)Al claims to form 
homotrimers (Lees and Bullcid, 1994). Nevertheless, to eliminate the possibility thai 
this mutation influences the assembly pattern a rcvcrtant proa(l):(]Ii)BGR'"*^ which 
contains the wild-type complement of Cys residues was created. As expected 
proa2(l):(lII)BGR*"'' was unable to fomi disulfide-bonded trimers (I'igurc 10, lane 5) 
but did assemble correctly into a protease-resistant triple helix (Figure 11. lane 3). 
Thus, the 23-rcsidue B-G motif contains all of the information required lo direct 
procollagen self-assembly. 

The ability of the proa2(l):(III)BGR''''' chains to form interchain disulfide 
bonds suggests that this molecules is able to associate via its C-propeptide. However, 
to confirm that this is indeed the case the inventors carried out a coUagenasc digestion 
of the products of the translation (Figure 12). Bacterial collagenase specificalh' 
digests the triple-helical domain, leaving both the N- and C- propeptides intact. The 
N-propeptides of both chains do not contain any methionine residues and as a 
consequence, the only radio labelled product remaining after digestion is the C- 
propeptide. Comparison of the samples separated under reducing and non-reducing 
conditions demonstrated that inter-chain disulfide-bonded trimers were formed within 
the C-terminal propeptide domains of proal(IlI)Al and proa2(I):(III)BGR''^ chains 
(Figure 12, lanes 2 and 4, and 3 and 5). This demonstrates that these chains do indeed 
associate via their C-terminal propeptide domains. 
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2.4 The effect of Leu-^Met substitution on proa2(I):BGR assembly 

Analysis of the 23 amino acid B-G motif from the proa 1(111) and proa2(I) 
chains (Figure 1*3) indicates that residues 13-20 (QLAFLRLL) are identical with the 
exception of position 17, Leu (L) in proa 1 (III) and Met (M) in proa2(I). Using site- 
directed mutagenesis the inventors substituted the existing Leu residue with Met to 
create proa2(I):(III)BGR'""' and monitored the effect of this mutation on chain 
assembly. The Leu-^Mct mutagenesis was perfomied using recombinant 
proa(I):(IinBGR'" and proa2(i):(IinBGR''"' and were able to form interchain 
disulfidc-bondcd molecules when analysed under non-reducing conditions (Figure 10. 
lanes 4 and 6). Both constructs formed prolease-resistanl triple-helical domains 
(Figure 1 K lanes 1 and 3) '1 he l.cu-->N4et substitution did not, therefore, disrupt the 
process of chain selection noi did n prevent the formation of a correctly aligned triple- 
helix. These observations lead to the conclusion that a discontinuous sequence of 15 

amino acids: (GNPELPEDVLDX' SSR) contains all of the information necessary 

to allow procollagen chains to discrmiinale between each other and assemble in a 
type-specific manner. 

3. DISCUSSION 

The molecular mechanism which enables closely related procollagen chains to 
discriminate between each other is a central feature of the assembly pathway, i hc 
initial interaction between the C-ternunal propeptide domains both ensures that the 
constituent chains are correct)) aligned prior to nucleation of the triple-helix and 
propagation in a C- to N- direction, and that component chains associate in a collagen 
type-specific manner. As a consequence, recognition signals which determine chain 
selectivity are assumed to reside within the primary sequence of this domain, 
presumably within a region(s) of genetic diversity. By generating chimeric 
procollagen molecules from parental 'mini-chains' proal(IlI)Al and proa2(l)Al the 
inventors have demonstrated that transfer of the proa I (III) C-terminal propeptide 
domain to the naturally hetrotrimeric proa2(I) molecule was sufficient to direct 
formation of homotrimers. Furthermore, analysis of a series of molecules in which 
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specific sequences were interchanged from proal(III) and proa2(I)' C-lerminal 
propeptide domains allowed the inventors to identify a discontinuous sequence of 1 5 

amino acids (GNPELPEDVLDV SSR) within the proal(lll) C-propeptide, which. 

if transferred to the corresponding region within the proa 1 (III) recognition motif to 
the proa2(I) chain did not appear to have an adverse effect on chain ahgnmcnt, 
allowing the triple-helical domains to fold into a proteasc-resistant confirmation. This 
sequence motif is, therefore, both necessary and sufficient to ensure that procollagen 
chains discriminate between each other and assemble in a type-specific manner. 

hi order to establish a structure-function relationship for the chain recognition 
domain, the inventors examined the hydropathy profile and secondary structure 
potential of the 23-residue B-G sequence : GNPELPEDVLDVOLAFLRLLSSR. The 
data indicate that the 15-rcsidue chain recognition motif: GNPELPEDVLDV... .SSR is 
markedly hydrophilic, in contrast to the hydrophobic properties of the conserved 
region; QLAFLRLLL. These features are entirely consistent with a potential role for 
this motif in mediating the initial association between the component procollagen 
monomers. An examination of the 13-residuc recognition motif from other fibrillar 
procollagens predicts that they are all relatively hyrophilic and probably assume a 
similar structural conformation, regardless of the degree of diversity in the primary 
sequence (Figure 13). It is, presumably, the nature of the amino acids changes which 
provides the distinguishing topographical features necessar>' to ensure differential 
chain association. An examination of the B-(t sequence alignment (Figure 13) 
indicates that residues 1,2, 12 and 21 arc more tightly conserved that amino acids 3- 
1 1, 22 and 23, suggesting that the latter may form a core recognition sequence that is 
of critical importance in the selection process. We do not know whether the other 
four residues participate directly in chain discrimination but this can be tested 
experimentally by site-directed mutagenesis. 

The inventors have identified the functional domain which determines chain 
selectivity and show that trimerization is initiated via an interaction(s) between these 
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identified recognition sequences. It is unclear, however, whether the interactions 
which determine chain composition are the same as those which allow productive 
association and' stabilization of the trimcr. The nature of potential stabilizing 
interactions is uncertain, but recent data (Bulleid ct aL^ 1996) indicate that, for type III 
procollagen at least, the formation of interchain disulfide bonds does not play a direct 
role in procollagen assembly, ll has also been postulated that a cluster of four 
aromatic residues, which are conserved in the fibrillar coUagens, collagens X, Vlll 
and collagen like complement factor Clq, may be of strategic importance in 
trimerization. 

The C-telopeptides were originally proposed to have a role in both procollagen 
assembly and in chain discrimination, the latter by virtue of the level of sequence 
diversity between various procollagen chains. However, the inventors have recenth' 
demonstrated (Bulleid ct uL. 1996) that the C-telopeptides of type III collagen do not 
interact prior to nucleation of the triple-helix, ruling out a role lor this peptide 
sequence in the initial association of the C-propeptides. Data obtained from the 
assembly of hybrid chains indicates that the ability to discriminate bctw^cen chains 
does not segregate with the species of C-tclopcptidc, lending support to this assertion. 

Using this approach the inventors have been able to synthesize an entireh' 
novel procollagen species compromising three proa2(nAl chains [proa2fl)A] ]3 
Throughout this study procollagen 'mini-chains' with truncated triple-helical domains 
were used; however, the inventors have also demonstrated that full-length proa2(l) 
chains containing the 15-residuc proal(III) recognition sequence also self-associate 
into a triple-helical conformation (data not shown). Thus, the ability to introduce the 
chain recognition sequence into different pro-a chains provides the means to design 
novel collagen molecules with defined chain compositions. This, in turn, introduces 
the possibility of producing collagen matrices with defined biological properties, such 
as enhanced or differential cell-binding or adhesion properties. Furthermore, the 
identification of a short peptide sequence which directs the initial association between 
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procollagen chains may provide a target for therapeutic intervention allowing for the 
modulation or inhibition of collagen deposition. 

The chimeric constructs described above may be used in the method of the 
present invention to allow the expression of exogenous procollagens in any cell-line 
without the problems associated with co-assembly with cndogenously expressed 
procollagen. The uses of the methods of the invention arc to express procollagen in 
cells either grown in culture or within tissues of the body. This will be of particular 
relevance for the production of recombinant procollagen m cell-hnes such as 
fibroblasts which normally efficiently synthesis fibrillar collagens and m the treatment 
ol* collagen diseases by gene therapy. 
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CLAIMS 

1 . A methocl of producing a desired procollagen or derivative thereof in a system 
which co-expresses and assembles at least one further procollagen or derivative 
thereof wherein the gene{s) for expressing pro-a chains or derivatives thereol^ for 
assembly into the desired procollagen has or have been cxogenously selected from 
natural pro-a chains or cxogenously manipulated such as to express said pro-a chains 
or derivatives thereof with domians which have the activity of C- terminal propeptide 
domains but which will not co-assemble with the C- terminal propeptide of the pro-u 
chains or derivatives thereof thai assemble to form the said al least one further 
procc^llagen or derivative thereof. 

2 The method according to claim K wherein at least part of the gene(s) encode a 
recognition sequence which confers a selectivity on the assembly of pro-a chains into 
procollagens 

3. The method according to claim 2, wherein the recognition sequence codes for 
the amino acid sequence GGQGSDPADV AlQL'f FLRLM STE. 

4 The method according to claim 3, wherein the recognition sequence codes loi' 
the amino acid sequence NVEGVTSKEM ATQLAFMRLL ANY. 

5 The method according to claim 2, wherein the recognition sequence codes Toi 
tile amino acid sequence GDDNLAPNTA NVQMTFLRLL STE. 

6. The method according to claim 2, wherein the recognition sequence codes lor 
the amino acid sequence GNPELPEDVL DVQLAFLRLL SSR. 
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7. The method according to claim 2, wherein the recognition sequence codes for 
the amino acid sequence VDAEGNPVGV .VQMTFLRLL SAS. 

8. The method according to claim 2, wherein the recognition sequence codes for 
the amino acid sequence GDHQSPNTAl .TQMTFLRLL SKE, 

9. The method according to claim 2, wherein the recognition sequence codes foi 
the amino acid sequence LDVEGNSINM A^OM TIT.KLI TAS. 

10. The method according to chiim 2. wlierein the recoi;!nition sequence codes lor 
the amino acid sequence VDSKGSPVCJN' A^OLTFLRld . SVS 

1 1 . The method according tc^ any one of claims 2 - 10. wherein tlic gene encodes 
for a pro-a chain or derivative thereof comprising a recognition sequence derived 
from one pro-a chain gene and an (x chain domain derived trom a different source 

12. The method according to an\ one of claims 2 - 10, wherein the gene encodes 
for a chimeric pro-a chain or derivative thereof formed from fragments of at least two 
different pro-a chains. 

13. The method according lo claim 1 1 or 12, wherein the ^ene encodes for a pro-t^ 
chain or derivative thereof comprising a C terminal propeptide domain from one type 
of pro-a chain and a a chain from another type of pro-(i chain. 

14. The method according lo any one of claims 11 lo 13. wherein the DNA 
molecule encodes for pro-a chains or derivatives thereof fomied from combinations 
of fragments of pro-a 1(1), pro-a2 (1), pro-al (II), pro-al (III), pro-a 1 (V), pro-cx2 
(V), pro-al (XI) or pro-a2 (XI) pro-a chains. 
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15. The method according to claim 14, wherein the gene encodes" a modified 
proa2(I) chain in which the recognition sequence of the proa2(I) chain has been 
substituted by the recognition sequence of a proal(Ill) chain. 

16. The method according to claim 1, wherein the gene contains base sequences 
encoding for a pro-a chain or derivative thereof comprising at least a first moiety 
liaving tiic activity of a procollagen C-propeptide and a second moiety selected from 
any one of an alien collagen a chain and non-collagen materials, the firsi moieiv 
being attached lo the second moiety. 

17. The method according lo any preceding claim, wherein the gene is 
incorporated within a vector. 

18. The method according lo claim 17, wherein the wcior is a plasmid. cosmid or 
phage. 

19. The method according to any preceding, wherein the system is a host cell 
transfected with the gene. 

20. The method according to claim 19, wherein the host cell is eukaryotic. 

21. The method according lo claim 20, wherein the host cell is a yeasi. insect or 
mammalian cell. 

22. The method according to claim 21, wherein the host cell is a mammalian cell 
and selected from fibroblasts or cell lines derived therefrom. Baby Hamster Kidne\ 
cells. Mouse 3T3 cells, Chinese Hamster Ovary cells or COS cells. 

23. The method according to any one of claims 1-19, wherein the system is a 
transgenic plant or animal. 
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24. The method according to claim 23, wherein the system is a transgenic animal 
and is a non-human placental mammal. 

25. The method according to claim 24, wherein the placental mammal is any one 
of cattle, sheep, goats, water buffalo, camels or pigs. 

26. The method according to clami 19, wherein the system is a transgenic animal 
and is a human in need of gene therap\'. 

27. The method according to claim 2(>, wherein the gene therapy is for treating 
osteogenesis imperfecta, ChlersT^anlos syndrome or clirondrodysplasia. 
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RULE 63 (37 C.F.R. 1.63) 
DECLARATION AND POWER OF ATTORNEY 
FOR PATENT APPLICATION 
IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 

As a below named inventor, I hereby declare that my residence, post office address and 
citizenship are as stated below next to my name, and I believe I am the original, first and sole 
inventor (if only one name is listed below) or an original, first and joint inventor (if plural 
names are listed below) of the subject matter which is claimed and for which a patent is 
sought on the invention entitled: 

PROCOLLAGEN ASSEMBLY 
the specification of which (check applicable box(s)): 
[] is attached hereto 

□ was filed on 
as U.S. Application Serial No. (AttvDkt. No. 39-144) 

n was filed as PCX Intemational application No. PCT/GB98/00468 

^ on 2ND MARCH 1998 

and (if applicable to U.S. or PCX application) was amended on 



I hereby state that I have reviewed and understand the contents of the above identified 
specification, including the claims, as amended by any amendment referred to above. I 
acknowledge the duty to disclose information which is material to the patentability of this 
application in accordance with 37 CF.R. 1.56. I hereby claim foreign priority benefits under 
35 U.S.C. 119/365 of any foreign application(s) for patent or inventor's certificate listed 
below and have also identified below any foreign application for patent or inventor's 
certificate having a filing date before that of the application on which priority is claimed or, if 
no priority is claimed, before the filing date of this application: 

Priority Foreign Application (s): 

Application Number Country Day/MonthA^ear Filed 

9704305.3 United Kingdom 1ST MARCH 1999 

I hereby claim the benefit under 35 U.S.C. 120/365 of all prior United States and PCX 
intemational applications listed above or below and, insofar as the subject matter of each of 
the claims of this application is not disclosed in such prior applications in the manner 
provided by the first paragraph of 35 U.S.C. 1 12. I acknowledge the duty to disclose material 
information as defined in 37 C.F.R. 1.56 which occurred between the filing date of the prior 
applications and the national or PCX intemational filing date of this application; 
Prior U.S-/FCT Application(s): 

Application Serial No. Day/MonthA^ ear Filed Status: patented 

pending, abandoned 
PCT/GB98/00468 2"^ MARCH 1998 

I hereby declare that all statements made herein of my own knowledge are true and that all 
statements made on information and belief are believed to be true: and further that these 
statements were made with the knowledge that wilful false statements and the like so made are 
punishable by fine or imprisonment, or both, under Section 1001 of Xitle 18 of the United 
States Code and that such wilfiil false statements may jeopardise the validity of the application 
or any patent issued thereon. And I hereby appoint NIXON & VANDERHYE P,C., 1100 



North G le be Road.. 8th Floor, Arlington, V A 222Q1-4714, telephone number (703) 816- 
4000 (to whom all communications are to be directed), and the following attorneys thereof 
(of the same address) individually and collectively my attorneys to prosecute this application 
and to transact all business in the Patent and Trademark Office connected therewith and with 
the resulting patent: Arthur R. Crawfor d. 25327: L arrv S. Nixo n, 25640; Ro bert A. 
Vanderhye, 27076; Jaines T. Hosme r, 30184; Rob ert W. Faris,_31352^chard G. Besha, 
^22TIit-Maxk E. Nusbaum, 32348; Michael J. Keen an. 32106: Brv an H. Davidson, 30251; 
Stanley C. Sponner. ?.73Q3: T,enn?^rd C. Mitch aid, 29009, Dua ne M. Byer s, 33363; J feffrey H. 
Nelson,_2iM&l;-jQhn R. Lastov a, 33149; H. W arren Bumam, Tr ?Q^66- Tli nmag E. Byrne, 
32205; Mar y J. Wilson^JlSlS^J^cott Davidson, 33489; Alan M. Kagen. 36178: William J. 
^^ffiii^31?.60; Robert A. Mola n, 29834; R J. Sadof f, 36663; James D. Berquist, 34776; 




1. 
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